[Construction of lentiviral vector pTK208-mVEGF-IRES-DsRed contains dsred and mVEGF and its expression in 293T cells].
To construct red fluorescent protein (DsRed) and mouse vascular endothelial growth factor (mVEGF) lentiviral expression vector in order to obtain the DsRed and VEGF expression in 293T cells. The mVEGF was amplified from the lungs of fetal mouse by RT-PCR. The IRES-DsRed was obtained from plasmid pLV-tTRKRAB-red which contains IRES-DsRed sequence by PCR. Then they were cloned into lentiviral expression vector pTK-208. Human embryonic kidney 293T cells were co-transfected with the three plasmids by lipofectamine, and the expression of DsRed was examined under fluorescent microscope 24 h and 48 h after transfection. 48 h and 72 h later the viral supernatant was used to infect 293T cells, the expression of DsRed was examined under fluorescent microscope and Western blot assays was used to examine the expression of mVEGF in cells and the culture medium. The recombinant lentiviral vector pTK208-mVEGF-IRES-DsRed was constructed, the virus titres were above 10(6) PFU/mL in the supernatant. After infection, DsRed and mVEGF proteins were successfully expressed in 293T cells. The lentiviral vector pTK208-mVEGF-IRES-DsRed contains DsRed and mVEGF were successfully constructed and expressed in 293T cells, it could provide a basis for further researches on the pathophysiological mechanism of VEGF and lay the foundation of gene therapy.